A simple standardized procedure for the determination of staphylocoagulase, based on thrombin clotting time measurement with euglobulin, has been developed. A standard euglobulin solution containing 0.25% of clottable protein, 0.01 M e-aminocaproic acid, and 20 units of heparin per ml is employed. One unit of staphylocoagulase is defined as the amount of the enzyme which clots this standard euglobulin solution in 25 sec.
Various methods of staphylocoagulase detection and measurement have been reported (1, 2). These, however, are not sufficiently quantitative. Recently, two additional procedures have been described (6, 7) . Both employ fibrinogen and coagulase-reacting factor as substrate. The nephelometric method (7) is laborious, and, in both procedures, measurement of the staphylocoagulase activity is unsatisfactory at high enzyme concentration because of the lack of proportion between staphylocoagulase and the coagulase-reacting factor.
The purpose of the present investigation was to develop a simple and standard method for the determination of staphylocoagulase. This was accomplished by using euglobulin as a source of both fibrinogen and coagulase-reacting factor. Thrombin. A freeze-dried product of Parke, Davis and Co., Detroit, Mich., was used.
MATERIALS AND METHODS
Staphylocoagulase. A freeze-dried sample of staphylocoagulase was purified according to the method of Jeljaszewicz (3).
Heparin. Heparin was obtained from POLFA,
Warsaw.
E-Aminocaproic acid. Crystalline e-aminocaproic acid was received from Fluka, Switzerland.
Preparation of thrombin standard curve. The standard curve must be run with freshly prepared euglobulin solution without heparin. For testing the thrombin clotting time, 0.4 ml of the standard euglobulin solution, 0.3 ml of Palitsch buffer, and 0.1 ml of thrombin solution were used. Dilutions were made within the range of 0.1 to 2.0 NIH units of thrombin per ml. The thrombin solution was prepared ex tempore. All manipulations were carried out in siliconized glass. The clotting time of the mixture was determined in a water bath at 37 C. The curve was prepared by plotting on logarithmic paper the reciprocal of the thrombin time in seconds against the thrombin units. Comparative curves were prepared by using, instead of the standard euglobulin solution, 0.4 ml of plasma or 0.4 ml of plasma diluted 1:40 with Palitsch buffer containing 0.25% of fibrinogen.
RESULTS
The clotting times of the three different substrates with thrombin at various concentrations are presented in Fig. 1 
